W9248
MATa ken-GFP-tCYC1-URA3 3, S3 W9838
MATα nuclear Cherry 3 -URA3 leu2::pTEF2-MYC3-GFP-tCYC1-LEU2 S1 W10982 MATα nuclear Cherry 3 -URA3 leu2::pTEF2-MYC3-cdc5(1-80)-GFP-tCYC1-LEU2 hct1-4::HIS3 2, S2,M2B W10990 MATa trp1::pSPC42-SPC42-3mCherry-tCYC1-TRP1 CDC14-GFP-tCYC1-URA3
8, M8A W11085 MATα nuclear Cherry 
)-GFP-tCYC1-URA3
3 W11314 MATα nuclear Cherry 
rxxl1/2-GFP-tCYC1-URA3
3 W11315 MATa nuclear Cherry 
ken-GFP-tCYC1-URA3 3 W11443 MATa nuclear Cherry 3 -TRP1 ura3::pGAL1-MYC3-cdc5(1-80)-GFP-NES 1 -tCYC1-URA3
6 W11546 MATa 
-GFP-NES 1 -tCYC1-URA3
6, S3 W11725 MATα nuclear Cherry 2, S2, M2C W11728 MATα nuclear Cherry 2, S2, M2D W11729 MATα nuclear Cherry 3 -TRP1 ura3::pGAL1-MYC3-cdc20(1-80)-GFP-tCYC1-URA3 5 W11732 MATa bar1-delta::kanMX4 ura3::pGAL1-MYC3-cdc20(1-80)rxxl1-GFP-tCYC1-URA3 5, S3 W11733 MATa bar1-delta::kanMX4 ura3::pGAL1-MYC3-cdc20(1-80) 
rxxl2-GFP-tCYC1-URA3
5, S3 W11735 MATα nuclear Cherry 3 -TRP1 ura3::pGAL1-MYC3-cdc20(1-80)rxxl1-GFP-tCYC1-URA3 5 W11736 MATa nuclear Cherry 3 -TRP1 ura3::pGAL1-MYC3-cdc20(1-80)rxxl2-GFP-tCYC1-URA3 5 W11810 MATa bar1-delta::kanMX4 ura3::pGAL1-MYC3-CDC5-GFP-NES 1 -tCYC1-URA3 S6 W11828 MATa bar1-delta::kanMX4 ura3::pGAL1-MYC3-cdc20(1-80)-GFP-NES 1 -tCYC1-URA3 6, S3 W11831 MATa bar1-delta::kanMX4 ura3::pGAL1-MYC3-cdc5(1-80)-GFP-HMO1-tCYC1-URA3 7, S3 W11845 MATa nuclear Cherry MATa bar1-delta::kanMX4 ura3::pGAL1-MYC3-cdc20(1-80)-GFP-HMO1-tCYC1-URA3 NOP56-3mCherry-tCYC1-TRP1 7 W12234 MATa bar1-delta::kanMX4 ura3::pGAL1-MYC3-GFP-NLS 2 -tCYC1-URA3 3, S3 W12235 MATa bar1-delta::kanMX4 ura3::pGAL1-MYC3-cdc5(1-80)-GFP-HTB1-tCYC1-URA3 7, S3 W12236 MATa bar1-delta::kanMX4 ura3::pGAL1-MYC3-cdc5(1-80)-GFP-HHO1-tCYC1-URA3 7, S3 W12246 MATα HTA2-yEmRFP-HIS3MX6 ura3::pGAL1-MYC3-cdc5(1-80)-GFP-HTB1-tCYC1-URA3 7 W12247 MATa HTA2-yEmRFP-HIS3MX6 ura3::pGAL1-MYC3-cdc5(1-80 MATa bar1-delta::kanMX4 ura3::pGAL1-MYC3-cdc20(1-80)-GFP-HTB1-tCYC1-URA3 7, S3 W12435 MATa bar1-delta::kanMX4 ura3::pGAL1-MYC3-cdc20(1-80)-GFP-HHO1-tCYC1-URA3 7, S3 W12445 MATa HTA2-yEmRFP-HIS3MX6 ura3::pGAL1-MYC3-cdc20(1-80)-GFP-HTB1-tCYC1-URA3 7 name relevant genotype figure W12446 MATα HTA2-yEmRFP-HIS3MX6 ura3::pGAL1-MYC3-cdc20(1-80 
W12149
NES 1 : Codons 441-518 of NMD3 (Gadal et al., 2001) NLS 2 : Codons 614-663 of SWI5 with a single point mutation S646A (Moll et al., 1991) SUPPLEMENTAL FIGURE S1: Subcellular localization of non-fused GFP in budding yeast. Livecell imaging of cells expressing GFP from the constitutive TEF2 promoter. To visualize the nucleus, the strain co-expressed a stable nuclear Cherry fusion protein. 
SUPPLEMENTAL FIGURE S3:
Comparison of expression levels of GFP-fused degron constructs derived from (A, B) Cdc5 or (C, D) Cdc20. All constructs were expressed from the regulable GAL1 promoter for 2 h in asynchronous cultures. Then, cells were harvested by centrifugation and processed for Western analysis. All constructs were detected by the Mycspecific antibody 9E10. Tubulin (Tub2), which served as a loading control, was detected by a polyclonal rabbit antiserum.
SUPPLEMENTAL FIGURE S4: Representative DNA histogram of cells (W9248; Supplemental Table S1 ) arrested in G1 after pheromone treatment. For stability measurements of all fusion constructs by conditional expression in G1, cells were routinely arrested in G1 by α-factor treatment for 3 h hours before induction of the GAL1 promoter. After 2 h induction, the GAL1 promoter was repressed and samples were taken at indicated time points and processed for Western analysis. promoter. To visualize the nucleus, the strain co-expressed a stable nuclear Cherry fusion protein (W9312; Supplemental Table S1 ). Spindle breakdown, set to t = 0 min, was defined as the maximum distance between the separated nuclei. Merge, merged Cherry and GFP images. Scale bar, 5 µm.
SUPPLEMENTAL MOVIE 2B: Cell cycle fluctuation of Cdc5(1-80)-GFP in cdh1Δ mutants. Livecell imaging of cdh1 deletion cells expressing Cdc5(1-80)-GFP from the constitutive TEF2 promoter. To visualize the nucleus, the strain co-expressed a stable nuclear Cherry fusion protein (W10982; Supplemental Table S1 ). Spindle breakdown, set to t = 0 min, was defined as the maximum distance between the separated nuclei. Merge, merged Cherry and GFP images. Scale bar, 5 µm.
SUPPLEMENTAL MOVIE 2C: Cell cycle fluctuation of Cdc20(1-80)-GFP in wild type cells. Livecell imaging of wild type (CDH1) cells expressing Cdc20(1-80)-GFP from the constitutive TEF2 promoter. To visualize the nucleus, the strain co-expressed a stable nuclear Cherry fusion protein (W11725; Supplemental Table S1 ). Spindle breakdown, set to t = 0 min, was defined as the maximum distance between the separated nuclei. Merge, merged Cherry and GFP images. Scale bar, 5 µm.
SUPPLEMENTAL MOVIE 2D: Cell cycle fluctuation of Cdc20(1-80)-GFP in cdh1Δ mutants. Livecell imaging of cdh1 deletion cells expressing Cdc20(1-80)-GFP from the constitutive TEF2 promoter. To visualize the nucleus, the strain co-expressed a stable nuclear Cherry fusion protein (W11728; Supplemental Table S1 ). Spindle breakdown, set to t = 0 min, was defined as the maximum distance between the separated nuclei. Merge, merged Cherry and GFP images. Scale bar, 5 µm.
SUPPLEMENTAL MOVIE 8A: Cell cycle-dependent localization of Cdc14-GFP. Live-cell imaging of cells expressing Cdc14-GFP. To visualize the SPB, the strain co-expressed Spc42 fused to 3mCherry (Spc42-3mCherry; W10990; Supplemental Table S1 ). Spindle breakdown was set to t = 0 min and was defined as the maximum distance between the SPB. Merge, merged Cherry and GFP images. Scale bar, 5 µm.
SUPPLEMENTAL MOVIE 8B: Cell cycle-dependent localization of Ase1-GFP. Live-cell imaging of cells expressing Ase1-GFP. To visualize the SPB, the strain co-expressed Spc42 fused to 3mCherry (Spc42-3mCherry; W12982; Supplemental Table S1 ). Spindle breakdown was set to t = 0 min and was defined as the maximum distance between the SPB. Merge, merged Cherry and GFP images. Scale bar, 5 µm.
SUPPLEMENTAL MOVIE 8C: Cell cycle-dependent localization of Iqg1-GFP. Live-cell imaging of cells expressing Iqg1-GFP. To visualize the SPB, the strain co-expressed Spc42 fused to 3mCherry (Spc42-3mCherry; W12956; Supplemental Table S1 ). Spindle breakdown was set
